This is a PDF file of an unedited manuscript that has been accepted for publication. As a service to our customers we are providing this early version of the manuscript. The manuscript will undergo copyediting, typesetting, and review of the resulting proof before it is published in its final form. Please note that during the production process errors may be discovered which could affect the content, and all legal disclaimers that apply to the journal pertain.
Introduction
As indirect methods, serological tests cannot be used to gauge actual zoonotic risk but have been 106 proposed as suitable for epidemiological studies when the objective is to estimate the level of 107 exposure to Trichinella parasites (Noeckler and Kapel, 2007) . Therefore, the aim of this study was A c c e p t e d M a n u s c r i p t 6 paired with muscle and also tested by AD. An alternative direct method of detection using 112 Trichinella-specific real-time PCR for amplification of DNA extracted from 10 g of muscle was 113 also applied in ELISA-positive sera. Details of the sera used in the study are provided in Table 1 . Sera from 321 wild boar from south- nine (43.3%) sera had matching samples of diaphragm tissue (5-10 g) which were tested using the 123 pooled magnetic stirrer AD method with a sieve modification described previously (Zimmer et A c c e p t e d M a n u s c r i p t 7 presence of Trichinella as described previously (Cuttell et al., 2012a collected from 4 specific pathogen free (spf) pigs experimentally infected with 20,000-30,000 T.
147
spiralis muscle larvae. Negative sera were collected from 3 non-infected spf pigs. Serum from a 148 wild boar from the low-risk population and confirmed as larvae-negative by AD of 10 g of 149 diaphragm was also used as a negative control in the WB. 
Molecular methods

210
Diaphragm muscle was prepared and tested by the real-time PCR method described in Cuttell et al.
211
(2012b). This test generically targets the small subunit of the ribosomal RNA (SSU-rRNA) gene of
212
Trichinella parasites and the analytical sensitivity is 0.1 larvae/g when 10 g of muscle is tested.
213
Trichinella species identification of real-time PCR positive samples was performed using the same
214
DNA preparation (a co-extraction of genomic parasite and host DNA) and a PCR assay that targets 
Artificial digestion results
247
None of the samples of muscle from south-western WA wild boar were found to contain Trichinella recognised the 65kDa band (Table 2) . The cut-off value for positive sera was established using sera collected from the low-risk these two samples and therefore the presence of Trichinella larvae could not be confirmed. In the 268 commercial ELISA, an initial cut-off of 11.4% was selected. The two sera from the low-risk 269 population that tested positive with the in-house ELISA were also positive in the commercial test 270 although one of these sera was borderline (S/P ratio 11.1%). The cut-off values were re-calculated
271
following WB analysis and set as 25% for the in-house ELISA and 11% for the commercial assay.
272
Graphical display of the distribution of the investigated sera confirmed the validity of the cut-offs
273
( Figure 3 ). There were no significant correlations between ELISA positivity and the presence of 274 either S. dentatus, M. hirudinaceus or Spirometra sp. in the high-risk population and
275
Metastrongylus sp. in the low-risk population (R 2 range: -0.036-0.048, P >0.05).
277
The mean OD and S/P ratios of the in-house ELISA were significantly higher than the commercial wild boar of Gabba Island tested positive in both the in-house and commercial ELISA and WB. One 291 of these reactive sera was the larvae-positive animal from Gabba Island identified in Cuttell et al.
A c c e p t e d M a n u s c r i p t 13 (2012a) (Figure 2 ) and which also tested positive by ELISA and WB at the EURLP. The estimated seroprevalence (using either ELISA) was significantly higher in the north-eastern In this study, the failure to recover muscle larvae by AD in seroreactors could also be related to The specificities of the serological methods used in this study were further evaluated in sera from seroreactors showed that however unlikely, Trichinella exposure in wildlife could not be ruled out.
441
Pigs from this population were collected from Jarrah forest in an area incorporating numerous water In conclusion, the diagnostic value of E/S antigen ELISAs in wildlife surveillance in Australia can 461 only be properly assessed when adequate numbers of positive and negative control sera are 462 available to establish estimates of test sensitivity and specificity. WB was a sensitive, specific 463 method that eliminated false-positive sera to provide a better estimate of the seroprevalence.
464
Confirmation regarding the presence of Trichinella parasites on the Australian mainland, and 465 subsequently establishing actual zoonotic risk, must rely on muscle examination by direct methods.
466
There was no evidence of current infection of wild boar on the Australian mainland detected 467 through this survey, which is supported by the lack of confirmed human cases of trichinellosis in Wacker, K., Rodriguez, E., Garate, T., Geue, L., Tackmann, K., Selhorst, T., Staubach, C., 
